Supplementary information

Supplementary Methods
Immunofluorescence and cell cycle analyses.
We detected replication foci (RF) in S phase cells by incubating cells in medium with 100 µM BrdU for 15 min (pulse labeling). The cells were then washed two times with PBS and fixed with 3.7% formaldehyde in PBS. Cells were permeabilized with 0.25% Triton-X-100 for 10 min followed by washing three times with PBS. Non-specific binding of antibodies was prevented by blocking in 0.2% gelatin (fish skin; Sigma) for 30 min. Cells in the different stages of S phase were identified by the typical patterns of replication foci as described previously (Leonhardt et al., 2000) .
Cells in G2 phase were identified by performing a BrdU pulse-chase. Cells were pulse labeled with 10 µM BrdU for 15 min (pulse labeling) and washed twice with pre-warmed and N-terminal (C) (the epitopes recognized by the antibodies are shown at the top). DNA and centromeric heterochromatin were detected with either Hoechst 33258 dye or TOPRO-3, which bind strongly to mouse centromeric heterochromatin (Leonhardt et al., 1992) . PC stands for phase contrast. Scale bar: 5 µm.
Supplementary Figure 2
Association of TS with chromatin is conserved in human cells.
HeLa cells expressing TS-GFP (green) and FLAG-tagged HP1ß were immunostained with anti-FLAG antibody (red) and DNA counterstained with TOPRO-3. TS-GFP associates preferentially with constitutive heterochromatin. In metaphase and anaphase, HP1ß does not associate with the condensed chromosomes while TS-GFP does. Scale bar: 5 µm.
